Cell culture and transfection
For recombinant expression of PDE constructs, Hek293 or MA10 were grown to 70% confluence on 100-mm dishes and then transfected using Transfectamine 2000 TM transfection system (Invitrogen Corp.) according to the manufacturer's protocol. After 10 h of further incubation, cells were divided into 60-mm dishes and incubated again for 6 h.
Cultures were then transfected with second DNA constructs and incubated an additional 19 h. Cells were then harvested in a hypotonic buffer containing 10 mM Tris-HCl (pH 7.5), 0.01% NP40, 2 mM EDTA, 0.2 mM EGTA, 150 mM NaCl, 50 mM NaF, 10 mM sodium pyrophosphate, 5 mM β-mercaptoethanol, 1 μM microcystin-LR, 4 μg/ml aprotinin, 0.7 μg/ml pepstatin, 0.2 mM PMSF, and 0.5 μg/ml leupeptin. The cells were incubated at 4 °C with rotation for 15 min then centrifuged at 1.6 x 10,000 g for 10 min.
The membrane fractions were collected and resuspended in same buffer with 0.05% of NP40. After 15 min with rotation at 4 °C, the membrane debris was spun down at 1.6 x 10,000 g for 10 min and supernatants were collected for PDE assay and Western blot.
In vitro mRNA synthesis and injection into Xenopus oocytes
To express PDE3A in Xenopus oocytes, pcDNA3.1-PDE3A constructs were transcribed using T7 polymerase with mMessage mMachine TM and adding the polyA tail using poly(A) tailing kit TM according to manufacturer's protocol (Ambion Inc., Austin, TX were injected using a micromanipulator (Narishige USA Inc., Long Island, NY) into defolliculated Xenopus oocytes. Oocyte maturation was induced by stimulation with 500 nM progesterone or by injection with indicated concentration of pde3a mRNA and treatment with 1 μM insulin. Resumption of meiosis was scored by the appearance of a white spot on the animal pole of the oocyte. At the indicated hours after these treatments, oocytes were harvested in 3 μl of Tris buffer (250 mM sucrose, 10 mM Tris-HCl (pH 8.0), 0.01% NP40, 0.1 mM EDTA, 0.2 mM EGTA, 150 mM NaCl, 10 mM NaF, 10 mM sodium pyrophosphate, 5 mM β-mercaptoethanol, 1 μM microcystin, 4 μg/ml aprotinin, 0.7 μg/ml pepstatin, 0.2 mM PMSF, and 0.5 μg/ml leupeptin) per oocyte. The equivalents of 15 oocytes of lysate were used for PDE assay and lysates from 10 oocytes were assayed by Western blotting for protein expression.
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